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Antibodies
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All data generated or analysed during this study are included in this published article (and its data source file).

Sample size was determined based on empirical data from the existing publications and experience in similar studies performed previously by
our laboratory and the DZNE laboratory automation facility (Duernberger et al. 2018, doi: 10.1128/MCB.00111-18).

No data was excluded from analyses.

6 wells with cells were analyzed per coculture experiment (n=6). 3 wells were analyzed per EV experiment (n=3). For quantitative analysis, at
least 6000 cells were analyzed. Experiments were repeated at least twice, with similar results, except for spike S pseudotyped EV (two
independent experiments, with similar results) and experiments with human astrocyte EV donors (twice). Chemical inhibition experiments of
EV uptake and knock-down of clathrin heavy chain: Two independent experiments, with similar results, with quantitative analysis performed
after 4h and 24h.

Randomly chosen identical cell culture populations were cocultured or were exposed to extracellular vesicles (EV) obtained from target cells
or EV obtained from control cells.

No blinding was done. Automated image acquisition and analysis was performed to minimize bias.

Mouse anti-PrP antibody 4H11 (generated by Hermann Schätzl, Technical University of Munich, and Elisabeth Kremmer, Helmholtz
Center Munich; 1:10)

rat anti-NM 4A5-1111 (Krammer et al. 2009, doi: 10.4161/pri.3.4.10013; 1:10)

mouse Alexa Fluor 647-conjugated anti-HA antibody (MBL, M180-A647, lot: 004; 1:500)

rabbit anti-Tau (Abcam, ab64193, lot: GR3244995-1; 1:1000)

rabbit anti-hACE2 (Abcam, ab15348, lot: GR3333640-4; 1:1000)

mouse anti-VSV-G (Sigma, A5977, lot: 078M4885V; 1:1000)
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Validation

Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

mouse anti-VSV-G (Kerafast, EB0010; 1:400)

mouse anti-GAPDH 6C5 (Abcam, ab8245, lot :GR3275542-4; 1:5000)

rabbit anti-Flotillin1 (Abcam, ab133497, lot: GR217473-1; 1:1000)

mouse anti-Alix (BD Bioscience, lot: 6217567; 1:1000)

mouse anti-SARS-CoV-2 spike S (GeneTex, GTX632604; 1:1000)

rat anti-HA (Roche, 3F10, lot: 42155800; 1:1000)

mouse anti-Hsc/Hsp70 (ENZO, N27F3-4, lot 09061121; 1:1000)

rabbit anti-clathrin heavy chain (Abcam, ab21679; 1:1000)

rabbit anti-GFP (Abcam, ab183734, lot: GR298298-12; 1:5000)

mouse anti-LDL receptor NBP1-78159SS (Novusbiologicals, NBP1-78159SS, lot: A-4; 1:500)

anti-mouse horseradish peroxidase (HRP)-conjugated secondary AB (Dianova, 115-035-062; 1:10.000)

anti-rat HRP-conjugated secondary AB (Dianova, 112-035-062; 1:10.000)

anti-rabbit HRP-conjugated secondary AB (Dianova, 111-035-144; 1:10.000)

Alexa Fluor 488 goat anti-rabbit IgG (Invitrogen, A11034, lot: 2018207; 1:800)

Alexa Fluor 488 goat anti-mouse IgG (Invitrogen, A11029, lot: 2066709; 1:800)

Commercially available antibodies were used according to the data sheets provided by the manufacturers for each assay.

Validation:

rabbit anti-Tau (Abcam, ab64193, lot: GR3244995-1). Suitable for WB, ICC. Reacts with mouse, zebrafish. 55 references provided by
supplier (Abcam). In house validation WB of ectopically expressed Tau.

rabbit anti-hACE2 (Abcam, ab15348, lot: GR3333640-4). Suitable for WB, IHC-P. Reacts with mouse, rat, human ACE2. 35 references
provided by supplier (Abcam). In house validation WB of ectopically expressed ACE2.

mouse anti-VSV-G peroxidase (Sigma, #A5977, clone P5D4, lot: 078M4885V). Suitable for WB (Sigma, 5 references provided). In-
house validation by WB of ectopically expressed protein.

mouse anti-VSV-G (Kerafast, #EB0010, clone 8G5F11). Suitable for WB, flow cytometry, IF (46 references provided by Kerafast). In-
house validation by IF of ectopically expressed VSV-G.

mouse anti-GAPDH (Abcam, ab8245, clone 6C5 , lot :GR3275542-4). Suitable for WB, ICC/IF (2735 references provided by Abcam).
Reacts with mouse, rat, human. In-house validation by WB, detecting appropriate size protein.

rabbit anti-Flotillin1 (Abcam, ab133497, clone EPR6041, lot: GR217473-1). Suitable for WB, IHC-P, IP, ICC/IF. Knock-out validated.
Reacts with mouse, rat, human. 23 references provided by Abcam). In-house validated by WB, detecting appropriate size protein.

mouse anti-Hsp70/72 (Enzo, C92F3A-5, lot 05021648). Suitable for ELISA, flow cytometry, ICC, IF, IHC, IP, WB, electron microscopy.
Reacts with human, rat, mouse and others. In-house validation by WB, detects appropriate size protein.

mouse anti-Alix (BD Bioscience, lot: 6217567)

mouse anti-SARS-CoV-2 spike S (GeneTex, #GTX632604, clone 1A9). Suitable for WB, ICC/IF, IHC-P, FACS, IP, ELISA, EM, Sandwich
ELISA, IHC-P. GeneTex provides 84 references. Reacts with ARS Coronavirus-2. In-house validation by WB of ectopically expressed
spike S.

rat anti-HA (Roche, 3F10, lot: 42155800). In-house validation by WB of ectopically expressed HA-tagged proteins.

mouse anti-Hsc/Hsp70 (ENZO, N27F3-4, lot 09061121). Reacts with human, mouse, rat and others. Suitable for Flow Cytometry, IHC
(PS), IP, WB. In-house validation by WB detecting correct size protein.

rabbit anti-clathrin heavy chain (Abcam, ab21679). Suitable for WB, ICC. Reacts with mouse, rat, human. Abcam provides 94
references. In-house validation by knock-down and WB.

rabbit anti-GFP (Abcam, ab183734, clone, EPR14104lot: GR298298-12). Reacts with Aequorea victoria GFP. Suitable for Flow
Cytometry (Intra), WB, IHC-P, ICC/IF. Abcam provides 39 references. In-house validation by IF of ectopically expressed GFP-fusion
proteins.

mouse anti-LDL receptor NBP1-78159SS (Novusbiologicals, clone C7, NBP1-78159SS, lot: A-4). Suitable for WB, ELISA, EM, Flow, ICC/
IF, IHC, IHC-Fr, IHC-P, In vitro, IP, PLA, RIA. Provider lists 20 references. In-house validation by detection of appropriate protein bands
by WB.

Anti-PrP antibody 4H11 was generated and validated by Ertmer et al., Institute of Virology, Prion Research Group, Technical
University of Munich. The details can be found in the following article: A.Ertmer, S.Gilch et al. The Tyrosine Kinase Inhibitor STI571
Induces Cellular Clearance of PrPSc in Prion-infected Cells. The Journal of Biological Chemistry. DOI 10.1074/jbc.M405652200. We
confirmed that the antibody does not detect PrP in PrP knock-out cells (Maas et al., The Jounral of Biological Chemistry. DOI:
10.1074/jbc.M701309200).

Antibody anti-NM was generated and validated by us (Krammer et al., PNAS 2009). The antibody was raised against peptide
IKEQEEEVDDEV comprising amino acid residues 239-250 in the M domain of Saccharomyces cerevisiae Sup35 (DOI: 10.1073/
pnas.0811571106). The antibody was in-house validated by IF and WB upon ectopic expression of Sup35 NM.

Uncropped gel images are provided with the manuscript source data.

HEK 293T, Neuro-2a, and L-929 cells were purchased from ATCC.

Vero cells were purchased from CLS (Cell lines service).

CAD5 cells were kindly provided by Corinne Lasmezas, Scripps Research Institute, 10550 North Torrey Pines Road, TPC9, La
Jolla, California 92037, USA. CAD is a central nervous system catecholaminergic cell line originally established by Qi et al.
(1997): https://doi.org/10.1523/JNEUROSCI.17-04-01217.1997. The scrapie-susceptible subclone CAD5 was established by




